. Fluorescence observation of NBD-protein formation in the serum, and the effect of NBD-proteins on T-cell activation. (A) Serum or saline was incubated with 0 or 50 μg/mL NBD-Cl at 37°C, and the fluorescence emission of the samples was determined with a fluorescence plate reader (excitation 485 nm, emission 535 nm) 2, 6, and 18 h later. (B) Isolated splenic mononuclear cells were incubated for 24 h at 37°C in the culture media containing 5% serum pretreated with 0 or 50 μg/mL NBD-Cl for 2 h. The depletion of CD11b + cells in isolated splenic mononuclear cells was performed before the incubation. The cells were stained for flow cytometry with PE-conjugated anti-CD4 antibody and PerCP-Cy5.5-conjugated anti-CD69 antibody. Percentages of CD69 + cells were assessed within the CD4 + cell pool. A total of 10,000 CD4 + cells were analyzed in each experiment. *P < 0.05 (Student's t-test, n = 4).
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